10]. In turn, the interaction of WASp/Scar proteins with Results: We used an antibody-based system to experithe Arp2/3 complex is regulated by a number of activamentally modulate the local concentration of Nck SH3 tors, including the Rho-family GTPases, phosphoinosidomains on the plasma membrane of living cells. Figure 1D versus 1E Figure 1C . Approximately 36 hr after transfection, cells
antibody, specific bands of the expected size were deand Validation of the Antibody-Based Strategy tected. Subcellular fractionation followed by immufor Clustering of Membrane-Targeted noblotting showed that most of the CD16/7-Nck SH3 Nck SH3 Domains domain chimeras were detectable in the soluble fraction We hypothesized that an increased local concentration of whole-cell lysates (data not shown), suggesting apof membrane-targeted Nck SH3 domains, mimicking propriate folding of the proteins and their successful their SH2-mediated recruitment by activated tyrosine export from the endoplasmic reticulum to the plasma kinases, would result in altered actin dynamics and cymembrane. We confirmed localization of the fusions to toskeletal remodeling in live cells. We set out to test the plasma membrane by transfecting NIH-3T3 cells with this hypothesis by generating fusion proteins of the vari-CD16/7-GFP ( Figure 1D ) and by the similar expression ous Nck SH3 domains with the extracellular and the patterns, revealed by immunofluorescence, of permeabilized versus nonpermeabilized cells transfected with transmembrane domains of the human immunoglobulin CD16/7 lacking GFP and probed with anti-CD16 antistantial changes in F-actin distribution; however, its local enrichment at discrete sites on the plasma membody (not shown).
We optimized an antibody-based strategy for the inbrane by means of antibody-coated beads resulted in localized actin polymerization and membrane protruducible aggregation of Nck SH3 domains at the plasma membrane ( Figure 1C) domain [25] and that WIP is an integral component in between WASp and WAVE proteins is the lack of a GTPase binding domain in the latter, which implies they Nck-dependent signaling pathways leading to actinbased motility of vaccinia virus [26] 
